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Abstract
Mitochondria cannot form de novo but require mechanisms that mediate their inheritance to
daughter cells. The parasitic protozoan Trypanosoma brucei has a single mitochondrion
with a single-unit genome that is physically connected across the two mitochondrial mem-
branes with the basal body of the flagellum. This connection, termed the tripartite attach-
ment complex (TAC), is essential for the segregation of the replicated mitochondrial
genomes prior to cytokinesis. Here we identify a protein complex consisting of three integral
mitochondrial outer membrane proteins—TAC60, TAC42 and TAC40—which are essential
subunits of the TAC. TAC60 contains separable mitochondrial import and TAC-sorting sig-
nals and its biogenesis depends on the main outer membrane protein translocase. TAC40 is
a member of the mitochondrial porin family, whereas TAC42 represents a novel class of
mitochondrial outer membrane β-barrel proteins. Consequently TAC40 and TAC42 contain
C-terminal β-signals. Thus in trypanosomes the highly conserved β-barrel protein assembly
machinery plays a major role in the biogenesis of its unique mitochondrial genome segrega-
tion system.
Author summary
Trypanosoma brucei and its relatives are important human and animal pathogens. Unlike
most other eukaryotes trypanosomes have a single mitochondrion with a single unit mito-
chondrial genome, termed the kinetoplast DNA (kDNA). During each cell cycle the
kDNA is replicated and subsequently segregated into the two organelles that are formed
during binary fission of the mitochondrion. Segregation depends on the tripartite attach-
ment complex (TAC) which physically links the kDNA to the basal body of the flagellum.
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Thus, the TAC couples the segregation of the replicated kDNA to the segregation of the
old and new flagella. We have characterized the outer membrane section of the TAC and
shown that it contains a complex of three integral membrane proteins, TAC60, TAC42
and TAC40, each of which is essential for TAC function. Furthermore, we have identified
which protein import systems are required for their biogenesis. In the case of TAC60 we
demonstrate that membrane insertion and sorting to the TAC are separate processes
requiring distinct cis-elements. Finally, we show that TAC42 is a novel mitochondrial
beta-barrel protein whose biogenesis depends on the beta-signal in its C-terminus. Thus,
TAC60, TAC42 and TAC40 are essential trypanosomatid-specific proteins that may be
exploited as drug targets.
Introduction
Mitochondria are a hallmark of eukaryotic cells [1]. They derive from an endosymbiotic event
between an archaeal host cell and an α-proteobacterium. The bacterial symbiont was subse-
quently converted into an organelle. Continued evolution since the origin of the mitochon-
drion, approximately 1.5–2 billion years ago, has led to a great diversification of the organelle
[2, 3]. This is illustrated by the immense variation of the morphology and the behaviour of
mitochondria in different species and the large variation in the organization and coding con-
tent of their genomes. However, faithful transmission of mitochondria and their genomes to
their daughter cells is a problem essentially all eukaryotic cells need to solve [4, 5].
In contrast to most other eukaryotes trypanosomes and their relatives have a single mitochon-
drion that only contains a single unit mitochondrial genome, termed kinetoplast DNA (kDNA).
The kDNA consists of two genetic elements the maxi- and the minicircles. The maxicircles are
present in 25–50 copies and are 22 kb in length [6]. They contain a number of protein-coding
genes expected to be present in the mitochondrial genome. Most of them are cryptogenes whose
primary transcripts have to be edited by multiple uridine insertions and or deletions to become
functional mRNAs. The minicircles are heterogenous in sequence, occur in several thousand
copies and encode the guide RNAs that provide the information for RNA editing [7, 8]. Maxi-
and minicircle are highly topologically interlocked and build a large disc-shaped network that is
physically linked to the basal body of the single flagellum via a structure termed tripartite attach-
ment complex (TAC). The three zones of the TAC include the unilateral filaments that connect
the kDNA network to the inside of the inner membrane (IM), a segment containing tightly
apposed detergent-resistant differentiated IM and outer membranes (OM) and finally the exclu-
sion zone filaments that build a bridge from the OM to the basal body [9–11].
Due to the single unit nature of the kDNA network, its replication and segregation need to
be tightly coordinated. kDNA replication occurs at a precise stage of the cell cycle immediately
before the onset of the S phase in the nucleus [12, 13]. During replication the kDNA doubles
in size forming a dumbbell-shaped network. The process has been studied in detail and
involves numerous protein factors. The segregation of the replicated kDNA networks depends
on an intact TAC. Thus during kDNA replication a new TAC forms that connects the basal
body of the new flagella with the replicating kDNA network. Division of the replicated kDNA
network finally is linked to the segregation of the old and the new basal bodies. Initially the
two kDNA networks remain connected by a structure termed "nabelschnur" which becomes
resolved when the distance between the two networks is larger than 1 μm. The segregation
then continues and the basal bodies with the attached kDNA networks move further apart [14,
Biogenesis of the TAC
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15]. Subsequently, prior to cytokinesis, the mitochondrion is divided in two, the plane of divi-
sion intersecting between the two kDNA networks [16].
Presently only a few components of the TAC have been identified. The first one was p166
[17]: it contains a single predicted transmembrane domain (TMD) which however is not
essential for its localization making it difficult to decide whether p166 is a TAC protein of the
IM or the unilateral filaments. TAC102 is a component of the unlilateral filaments [18],
whereas p196 [19] and TAC65 [20] were shown to be extramitochondrial TAC subunits that
localize to the exclusion zone filaments. The same was the case for an as yet unkown antigen
recognized by the monoclonal antibody Mab 22 [21]. Furthermore, TAC40 and peripheral
archaic translocase of the OM 36 (pATOM36), two OM proteins that localize to the TAC, have
also been described [20, 22]. TAC40 is a β-barrel protein of the mitochondrial porin family.
pATOM36 is unusual as it is localized in the TAC region but also present all over the OM. The
dual localization of pATOM36 reflects its dual function in kDNA inheritance and in the bio-
genesis of a subset of α-helically anchored OM proteins including most subunits of the archaic
translocase of the OM (ATOM) [20, 23]. Complementation experiments revealed that the two
functions are distinct, since the C-terminus is only essential for the biogenesis of OM proteins
but not for the segregation of the kDNA. Thus, pATOM36 is an integrator of mitochondrial
protein import and mitochondrial genome inheritance [20, 24].
Unlike other OM proteins, the OM subunits of the TAC not only need to be targeted to
mitochondria and inserted into OM, but they also have to be sorted to the region of the OM
close to the single unit kDNA, where a new TAC is being formed.
Here we have discovered two novel subunits of the TAC that are integral mitochondrial OM
proteins. Moreover we provide a detailed analysis of the biogenesis pathways of the two newly
discovered TAC subunits as well as of the previously characterized TAC40. We show that one of
the new subunits contains separable targeting signals for import into the organelle and for sort-
ing to the TAC, whereas the other one defines a novel class of mitochondrial β-barrel proteins.
Results
TAC40, TAC60 and TAC42 form a complex
Recently we have shown that the mitochondrial β-barrel protein TAC40 exclusively localizes to the
TAC and is essential for its function [22]. In order to identify further TAC subunits we performed
SILAC-based immunoprecipitation (IP) experiments using 29–13 T. brucei cells and a cell line
expressing in situ HA-tagged TAC40. The two cell lines were grown in the presence of isotopically-
labeled heavy or light lysine and arginine. Subsequently, identical cell numbers from both popula-
tions were mixed and whole cell lysates were prepared which were subjected to IP using anti-HA
antibodies. The resulting eluates were analyzed by quantitative MS and Fig 1A shows that they con-
tain only two proteins that were five-fold or more enriched. One was TAC40, whose tagged variant
served as a bait, the other one a 60 kDa protein, termed TAC60 (Tb927.7.1400). Subsequently a cell
line allowing tetracycline-inducible expression of a Myc-tagged version of TAC60 was used to do a
second set of SILAC-IPs. The most highly enriched proteins recovered in these IPs were TAC60,
TAC40 and a protein of 42 kDa, termed TAC42 (Fig 1B). Finally we produced a cell line expressing
an HA-tagged version of TAC42 and performed a third set of SILAC-IPs which besides TAC42
itself recovered TAC40 and TAC60 as the most enriched proteins (Fig 1C). In summary these
reciprocal IPs show that TAC40, TAC60 and TAC42 form a protein complex.
TAC60 and TAC42 are essential TAC subunits
To find out where TAC60 is localized the cell line expressing Myc-tagged TAC60 was analyzed
by immunofluorescence (IF). The cells were stained with an anti Myc-antibody, with the
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DNA-staining agent DAPI, which labels both the nuclei and the kDNA networks, and with
the monoclonal antibody YL1/2. The latter recognizes tyrosinated α-tubulin and in T. brucei
stains the basal bodies as well as the distal part of the subpellicular array of microtubules
[25]. An overlay of all three signals reveals that TAC60 localizes to a dot-like structure
between the basal bodies and the kDNA networks (Fig 2A, left panel), as would be expected
for a TAC subunit. The TAC is to a large part detergent-resistant, which allows the isolation
Fig 1. TAC40, TAC60 and TAC42 form a complex. (A) SILAC-IP of C-terminally HA-tagged TAC40 from
digitonin-solubilized whole cell lysates. Mean log10 ratios (TAC40-HA/wt) of proteins detected by quantitative
MS in at least two of three independent biological replicates are plotted against the corresponding log10 P
values (one-sided t-test). Horizontal dashed line indicates a t-test significance level of 0.05, while vertical
dashed lines mark a fivefold enrichment. The bait protein TAC40 is marked in green. The co-precipitated
proteins are marked in red. (B) and (C) Cell lines expressing Myc- and HA-tagged versions of the TAC40
interactors, TAC60-Myc and TAC42-HA, respectively, were used for reciprocal SILAC-IPs. For complete lists
of proteins for all three IPs, see S1–S3 Tables. (D) Table indicating the enrichment factors of TAC40, TAC60
and TAC42 in the reciprocal IPs.
https://doi.org/10.1371/journal.ppat.1006808.g001
Biogenesis of the TAC
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Fig 2. TAC60 is an essential TAC subunit. (A) Left panels: IF analysis of procyclic T. brucei cells
expressing Myc-tagged TAC60 (red). DNA is stained with DAPI (blue). YL1/2 which serves as a marker for the
Biogenesis of the TAC
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of a fraction containing flagella whose basal bodies are still connected to the kDNA [9]. IF
analysis shows that in such fractions Myc-tagged TAC60 localizes between the kDNA and
the flagellum (Fig 2A, right panel) indicating that the protein is a structural subunit of the
TAC.
In order to investigate the function of TAC60 a tetracycline-inducible RNAi cell line was
produced. Analysis of DAPI-stained cells in the left panel of Fig 2B shows that ablation of
TAC60 in insect stage T. brucei leads to a rapid loss of the kDNA networks reaching approxi-
mately 50% after 1.5 days of induction. Growth on the other hand is affected after 3 days only
(Fig 2B). The right panel in Fig 2B demonstrates that a large majority of the 30% of cells, that
have retained their kDNA after two days of RNAi induction, have greatly enlarged kDNA net-
works. Moreover, in a minority of cells smaller kDNA networks are observed. The massive
over-replication of kDNA networks is a hallmark that distinguishes cells with a deficient TAC
from cells ablated in kDNA replication [17, 18, 20, 22]. As expected a transmission electron
microscopy analysis shows enlarged kDNA networks, which are in part stacked on top of each
other but whose ultrastructure is undisturbed (Fig 2D). Mitochondrial translation and thus the
kDNA as well as the TAC are essential in both the insect and bloodstream form of T. brucei
[26]. In line with this ablation of TAC60 in bloodstream form cells leads to a rapid loss of the
kDNA with a subsequent growth arrest (Fig 2C, left panel). However, if the same experiment
is done in a bloodstream form cell line of T. brucei that, due to a single point mutation in the
nuclear-encoded γ-subunit of the mitochondrial ATPase, can grow in the absence of the
kDNA [27], a different result is obtained: in such a cell line TAC function is dispensable and
ablation of TAC60, while causing the loss of the kDNA, does not slow down growth (Fig 2C,
right panel).
The set of experiments done for TAC60 (Fig 2) were also used to analyze TAC42
(Fig 3). The obtained results were essentially identical for both proteins. In summary,
these experiments (Fig 2 and Fig 3) establish that TAC60 and TAC42 are essential novel
subunits of the TAC that are not involved in any other essential functions unrelated to
the kDNA.
TAC60 is a mitochondrial OM protein
As expected tagged TAC60 co-fractionates with the mitochondrial marker ATOM40 when
cells are extracted with a low concentration of digitonin (Fig 4A, upper panel). Moreover,
TAC60 is exclusively recovered in the pellet when a crude mitochondrial fraction is subjected
to carbonate extraction at high pH indicating that TAC60 is an integral membrane protein
(Fig 4A, middle panel).
It has previously been shown that organellar proteins that accumulate in the cytosol upon
inhibition of mitochondrial protein import are rapidly degraded by the cytosolic proteasome
[28, 29]. Thus to analyze whether TAC60 localizes to the outer or the inner mitochondrial
basal body is indicated in green. Bar, 5 μm. Inset: magnification of the kDNA region. Bar inset, 1 μm. Right
panels: IF analysis of isolated flagella of T. brucei cells expressing Myc-tagged TAC60. (B) Left graph: growth
and loss of kDNA of the procyclic TAC60-RNAi cell line. Red lines depict percentage of cells still having the
kDNA. Right graph: fluorescent intensities of kDNA networks were measured after TAC60 knock down. Red
lines mark the median. (C) Left graph: growth and loss of kDNA in the bloodstream form TAC60-RNAi cell
line. Right graph: growth and loss of kDNA of a TAC60-RNAi cell line from a bloodstream form T. brucei strain
that contains a compensatory nuclear mutation (ATPase γ, L262P) that allows it to grow in the absence of
kDNA (bloodstream-L262P) [27]. Insets: Northern blots confirming ablation of the TAC60 mRNA in the
different RNAi cell lines. Ethidium bromide-stained gel showing the rRNA region is used as a loading control.
(D) Transmission electron micrographs showing the kDNA region of uninduced (-Tet) and 2 days induced
TAC60-RNAi cells (+Tet). Bar: 200 nm.
https://doi.org/10.1371/journal.ppat.1006808.g002
Biogenesis of the TAC
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Fig 3. TAC42 is an essential TAC subunit. (A) Left panels: IF analysis of procyclic T. brucei cells
expressing HA-tagged TAC42 (red). DNA is stained with DAPI (blue). Bar, 5 μm. Inset: magnification of the
Biogenesis of the TAC
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membrane we followed the fate of a tagged version of the protein in inducible ATOM40- and
TbTim17-RNAi cell lines. ATOM40 and TbTim17 are core subunits of the archaic protein
translocase of the OM (ATOM) and the protein translocase of the IM (TIM), respectively [23,
30–34]. The top panel of Fig 4B shows that the steady state levels of tagged TAC60 in whole cells
rapidly decrease during ATOM40 RNAi. The same is the case for a previously characterized β-
barrel protein, the voltage dependent anion channel (VDAC), which first needs to be translo-
cated into the intermembrane space (IMS) before it is inserted into the OM. In the TbTim17
RNAi cell line in contrast the steady state levels of TAC60 remain essentially constant. The IM
protein cytochrome oxidase subunit IV (CoxIV), whose import requires TbTim17 and there-
fore serves as a positive control, however accumulates as unprocessed precursor protein (Fig 4B,
bottom panel). Thus mitochondrial import of tagged TAC60 depends on ATOM40 but not on
TbTim17 indicating that it is an OM protein. This is further supported by a normalized abun-
dance profile of TAC60 over six subcellular fractions, produced in a previous proteomic analysis
(Fig 4A, bottom panel) (However since TAC60 was detected in only one of two experiments, it
was not included in the OM proteome defined in the study) [35].
N- and C-termini of TAC60 face the cytosol
In silico analysis of TAC60 of T. brucei using various prediction programs detects two high
confidence TMDs (121–141 and 238–258) that are found in essentially all TAC60 orthologues
of trypanosomatids. Moreover, HHPred analysis [36] indicates that the C-terminal 150 aa of
TAC60 and its orthologues has some similarity to bacterial tRNA/rRNA methyltransferases.
In order to analyze the topology of TAC60 experimentally we used the split GFP approach
[37]. To that end a cell line expressing N-terminally HA-tagged GFP lacking the C-terminal
β-strand (HA-GFP1-10) was produced. As expected the truncated GFP fractionates with the
cytosol (Fig 4C, top right panel). Subsequently, two variants of TAC60 that were N- or C-ter-
minally fused to the last β-strand of GFP (GFP11-TAC60, TAC60-GFP11) were expressed in
the same cell line. The IF analysis in Fig 4C (bottom panel) shows a GFP signal that to a large
part is in close proximity of the kDNA and thus is consistent with a TAC localization. The
same signal is not seen in the absence of tetracycline, which prevents the expression of the
fusion proteins. A weak background signal close to but not overlapping with the TAC is visible
for both TAC60-GFP11 and GFP11-TAC60 in the absence and in the presence of tetracycline.
S1A Fig shows that the signal is due to autofluorescence. In summary, these results show that
both the N- and the C-termini of TAC60 face the cytosol and thus are consistent with the
notion that TAC60 has two TMDs.
TAC60 contains distinct mitochondrial and TAC targeting signals
The integral membrane subunits of the TAC not only need to be imported into mitochondria
but also require sorting to the single unit TAC. In order to test whether mitochondrial
kDNA region. Bar inset, 1 μm. Right panels: IF analysis of isolated flagella of T. brucei cells expressing HA-
tagged TAC42. (B) Left graph: growth and loss of kDNA of the procyclic TAC42-RNAi cell line. Red lines
depict percentage of cells still having the kDNA. Right graph: fluorescent intensities of kDNA networks were
measured after TAC42 knock down. Red lines mark the median. (C) Left graph: growth and loss of kDNA in
the bloodstream form TAC42-RNAi cell line. Right graph: growth and loss of kDNA of a TAC42-RNAi cell line
from a bloodstream form T. brucei strain that contains a compensatory nuclear mutation (ATPase γ, L262P)
that allows it to grow in the absence of kDNA (bloodstream-L262P) [27]. Insets: Northern blots confirming
ablation of the TAC42 mRNA in the different RNAi cell lines. Ethidium bromide-stained gel showing the rRNA
region is used as a loading control. (D) Transmission electron micrographs showing the kDNA region of
uninduced (-Tet) and 2 days induced TAC42-RNAi cells (+Tet). Bar: 200 nm.
https://doi.org/10.1371/journal.ppat.1006808.g003
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Fig 4. TAC60 is an OM protein whose N- and C-termini face the cytosol. (A) Top panel: immunoblot
analysis of whole cells (Tot), soluble (Cyt) and digitonin-extracted mitochondria-enriched pellet (Mit) fractions
Biogenesis of the TAC
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targeting and subsequent sorting to the TAC require distinct signals, we expressed C-terminal
tagged versions of TAC60 that were truncated either at their N- or C-termini or on both ends
(Fig 5A). IF analysis showed four distinct localizations of the truncated TAC60 versions (Fig
5B, 5C, 5D and 5E, S1B Fig.):
- The variants lacking the C-terminal 153 and 283 aa (ΔC153/ΔC283) were localized to the
TAC. Although some dots that do not overlap with the kDNA are also seen (Fig 5B). The same
was the case if the C-terminal 283 amino acid deletion was combined with N-terminal trunca-
tions of 75 and 97 aa (ΔN75_ΔC283/ΔN97_ΔC283) (Fig 5B). Interestingly, however expression
of these two variants causes some cells to show an enlarged kDNA or kDNA loss, respectively.
- The variant lacking the N-terminal 114 aa (ΔN114) was also localized to the TAC (Fig
5C), although in contrast to the variants described above (Fig 5B) the rest of the mitochon-
drion was also stained. Thus, only a fraction of the tagged ΔN114 variant is localized at the
TAC indicating that the efficiency of TAC sorting is reduced.
- The variant lacking the N-terminal 140 aa (ΔN140) was mitochondrially localized (Fig
5D), but not sorted to the TAC demonstrating that mitochondrial targeting and TAC-sorting
are distinct events.
- The variants lacking either N-terminal 233 and 257 aa (ΔN233/ΔN257) or the C-terminal
320 and 408 aa (Δ320/ΔC408) finally showed a diffuse cytosolic localization (Fig 5E).
In summary, these results define a 140 aa long segment of TAC60—aa 140–283—encom-
passing the IMS-exposed loop of the protein and the more C-terminal TMD as essential for
mitochondrial targeting. Sorting to the TAC however requires an additional N-terminal 26 aa
segment that consists essentially of the first TMD of TAC60. However, on its own the segment
only confers an incomplete TAC localization which is illustrated by the fact that a fraction of
the ΔN114 variant yields an overall mitochondrial staining.
The immunoblot in S2A Fig confirms that all TAC60 variants are expressed in comparable
amounts. However, in many cases the anti-tag antiserum detects additional signals below or
above the predicted bands. The ΔN114 and ΔN140 variants show the highest heterogeneity
and besides the correctly sized protein at least four major degradation products are detected as
well. These degradation products are all mitochondrially localized (S2B Fig) suggesting that
TAC subunits that are imported into mitochondria but not sorted to the TAC are degraded.
For many other variants closely spaced double bands or additional signals above the correctly
sized protein are observed. Preliminary experiments indicate that at least in the case of full
length TAC60 and the ΔC153 variant protein phosphatase treatment results in a more simpli-
fied pattern shifted towards a lower molecular weight range (S2C Fig). Thus, the observed
of cells expressing C-terminally Myc-tagged TAC60. ATOM40 and EF1a served as mitochondrial and
cytosolic markers, respectively. Middle panel: carbonate extraction at pH 11.5 of the mitochondria-enriched
pellet fraction (Mit). The pellet (Pe) and the supernatant (Sup) fractions correspond integral membrane and
soluble proteins. ATOM40 and cytochrome C (Cyt C) serve as markers for integral and peripheral membrane
proteins, respectively. Bottom panel: normalized abundance profile of TAC60 over six subcellular fractions,
produced in a previous proteomic analysis [35]. (B) Immunoblots of total cellular extracts from procyclic
ATOM40-RNAi (top panel) and TbTim17-RNAi (bottom panel) cells that constitutively express Myc-tagged
TAC60. Time of induction is indicated. The OM protein VDAC, the IM protein CoxIV and cytosolic EF1a serve
as controls. The positions of the precursor (p) and mature forms (m) of CoxIV are indicated. (C) Top left:
conceptual depiction of the split GFP approach [59]. Top right: immunoblot analysis of whole cells (Tot),
soluble (Cyt) and digitonin-extracted mitochondria-enriched pellet (Mit) fractions of cells expressing N-
terminally HA-tagged GFP fusion lacking the last β-barrel strand (HA-GFP1-10). ATOM40 and EF1a served
as mitochondrial and cytosolic markers, respectively. IF analysis of cells lines allowing tetracycline-inducible
expression of HA-GFP1-10 and TAC60 variants fused to the last β-strand of GFP at the C-terminus
(TAC60-GFP11) or N-terminus (GFP11-TAC60), respectively. DNA is stained with DAPI (blue). ATOM40 is
shown in red. GFP in green. Bar, 5 μm.
https://doi.org/10.1371/journal.ppat.1006808.g004
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heterogeneity within the TAC60 variants might be caused by phosphorylation and possibly
other postranslational modifications.
To investigate whether the correctly localized TAC60 truncations ΔC153, ΔC283, ΔN75_Δ
C283, and ΔN97_ΔC283 are functional we expressed them in a TAC60-RNAi cell line that tar-
gets part of the ORF that is absent in the truncations and therefore allows complementation
experiments.
The results in Fig 6 demonstrate that both C-terminally truncated variants complemented
growth to wild-type level when expressed in the corresponding RNAi cell line. Thus the C-ter-
minal domain of TAC60 that shows similarity to bacterial tRNA/rRNA methyltransferases is
dispensable for TAC function. The same experiments were also done for the ΔN75_ΔC283 and
Fig 5. TAC60 contains distinct mitochondrial and TAC targeting signals. (A) To scale schematic drawing of the variants used to analyze TAC60
targeting. The predicted transmembrane domains of TAC60 are indicated in black. ΔNx or ΔCx indicate the number of aa deleted from the N- or/and the C-
termini. All variants were C-terminally Myc-tagged. The constructs are grouped according to the four distinct localization pattern observed for the
TAC60-variants: TAC, TAC and general mitochondrial (TAC/MITO or T/M), mitochondrial (MITO) and cytosolic (CYTO) localization. (B, C, D and E) IF
analysis of cells lines expressing the TAC60 variants listed in (A). The cell lines are grouped as in (A). DIC, differential interference contrast picture. DNA is
stained with DAPI (blue). The Myc-tagged TAC60 variants are indicated in red. The merged picture (Merge) shows an overlay of the DAPI and the Myc
staining. Bar, 5 μm. Inset shows an enlargement of the kDNA region. Bar inset, 1μm. Co-staining with a mitochondrial marker is shown in S1B Fig.
https://doi.org/10.1371/journal.ppat.1006808.g005
Biogenesis of the TAC
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ΔN97_ΔC283 TAC60 variants. While both of them localize to the TAC (Fig 5B) they were not
able to complement the growth phenotype indicating that their function is impaired (Fig 6).
Thus, while the N-terminal 97 aa are dispensable for TAC60 targeting they are required for the
function of the protein.
Biogenesis of TAC42 requires Sam50 and a C-terminal β-signal
Bioinformatic analysis of TAC42 does not detect any significant sequence similarity to pro-
teins outside the kinetoplastids. As TAC60, tagged TAC42 co-fractionates with the mitochon-
drial marker ATOM40 when cells are extracted with low concentration of digitonin (Fig 7A,
upper panel). Moreover, the normalized abundance profile of TAC42 produced in a previous
proteomic analysis suggest an OM localization [35] (as in the case of TAC60, TAC42 was only
detected in one of two experiments in this study and was therefore not included in the OM
proteome) (Fig 7A, bottom panel). TAC42 is exclusively recovered in the pellet fraction in a
carbonate extraction suggesting it is an integral membrane protein (Fig 7A, middle panel).
This is surprising since TAC42 lacks predicted TMDs and in silico analyses do not predict it to
be a β-barrel membrane protein. Thus, to test whether the biogenesis of TAC42 depends on
the β-barrel insertion machinery we expressed a C-terminally tagged version of TAC42 in a
cell line allowing inducible ablation of Sam50, the core subunit of the sorting and assembly
machinery (SAM). Interestingly, in this cell line the level of a tagged version of TAC42
decreased during RNAi (Fig 7B). As expected the same was the case for the well characterized
Fig 6. Functional analysis of TAC60 variants by complementation. (A) To scale schematic drawing (as in Fig 5A) of the variants used for
complementation experiments. All variants localize to the TAC. The region of the ORF that is targeted by the RNAi is shown in green. The column on the right
indicates which constructs complement growth of a tetracycline-inducible TAC60-RNAi cell line targeting a sequence in the 3’-half of TAC60. (B) Growth
curve of the TAC60 ORF -RNAi cell line. (C) The cell lines complemented with the indicated Myc-tagged versions of TAC60 (Fig 5) are shown. Inset (top):
immunoblots confirming the expression of the indicated Myc-tagged TAC60 variants. ATOM40 and VDAC serve as loading controls. Inset (bottom): Northern
blots confirming the ablation of the TAC60 mRNA. Ethidiumbromide-stained (EtBr) rRNAs serve as a loading control.
https://doi.org/10.1371/journal.ppat.1006808.g006
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Fig 7. TAC42 is an OM protein whose biogenesis depends on Sam50. (A) Top panel: immunoblot
analysis of whole cells (Tot), digitonin-extracted mitochondria-enriched pellet (Mit) and soluble (Cyt) fractions
of cells expressing C-terminally HA-tagged TAC42. ATOM40 and EF1a served as mitochondrial and cytosolic
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β-barrel proteins VDAC [38] and ATOM40 [28], which serve as positive controls. The C-ter-
minally anchored OM protein ATOM69 [23] and cytosolic translation elongation factor 1a
(EF1a) on the other hand were not affected.
A pioneering study in yeast identified a moderately conserved sequence in the last β-strand
of mitochondrial β-barrel proteins that serves as a sorting signal which directs the protein to
the β-barrel protein insertion machinery [39]. Fig 8A shows that the three trypanosomal β-bar-
rel proteins TAC40, ATOM40 and VDAC as well as TAC42 have C-termini corresponding to
the β-signal consensus sequence. Thus, in order to test whether these sequences function as
sorting signals we expressed tagged TAC42 and TAC40 variants containing mutated variants
of the putative β-signals. In one variant, termed 1mut, the invariant glycine was mutated to ala-
nine. In the other variant, termed 4mut, all four conserved positions were changed, the first
two to alanines and the last two to serines.
The digitonin extraction in the top panel of Fig 8B shows that approximately 45% of the
tagged wildtype version of TAC42 is recovered in the pellet corresponding to a crude mito-
chondrial fraction. The fact that 55% of the tagged proteins remains in the supernatant is likely
due to overexpression when compared to the endogenous protein. Interestingly, however in
the case of the 1mut and 4mut versions of TAC42 only 8–11% of the proteins are recovered in
the pellet fractions. The same experiments were also done with the previously characterized β-
barrel protein TAC40 [22] and, as in the case of TAC42, mitochondrial targeting of the 1mut
and 4mut versions of TAC40 was dramatically impaired (Fig 8B). TAC40 was also ectopically
tagged but likely less overexpressed compared to TAC42 which may explain why almost all of
the tagged wildtype variant of the protein is mitochondrially localized. Thus, mutating the con-
served glycine or all conserved amino acids in the β-signal consensus sequence of TAC42 and
TAC40 progressively reduces mitochondrial targeting of the two proteins.
The β-signal mediates the interaction with the β-barrel insertion machinery [39]. Its
absence is therefore expected to interfere with membrane insertion after the proteins have
been translocated into the IMS. In order to test this prediction we analyzed the mitochondria-
associated fractions of the tagged TAC42 and TAC40 and its corresponding 1mut and 4mut
versions by carbonate extraction at high pH to determine whether the proteins have been
inserted into the OM. The lower panels in Fig 8B show that the tagged wildtype TAC42 and
TAC40 are recovered in the pellet fractions together with ATOM40, which serves as marker
for a correctly inserted integral membrane protein. However, membrane insertion of the 1mut
variant of TAC42 is reduced by 50% and in the case of 4mut variants by 70–80% for both pro-
teins. Thus, TAC42 and TAC40 contain a C-terminal β-signal that is essential for correct tar-
geting and membrane insertion of the proteins into the mitochondrial OM.
The β-signal is expected to be conserved in all eukaryotes [39]. In order to show direct
interaction of the putative β-barrel protein TAC42 with the SAM complex we therefore per-
formed in vitro import experiments using trypanosomal substrate proteins and isolated yeast
mitochondria. Radioactive substrates, produced by in vitro translation using rabbit reticulo-
cyte lysate, were incubated with isolated mitochondria from either wildtype S. cerevisiae or
markers, respectively. Middle panel: carbonate extraction at pH 11.5 of the mitochondria-enriched pellet
fraction (Mit). The pellet (Pe) and the supernatant (Sup) fractions correspond integral membrane and soluble
proteins, respectively. ATOM40 and Cyt C serve as markers for integral and peripheral membrane proteins,
respectively. Bottom panel: normalized abundance profile of TAC42 over six subcellular fractions, produced in
a previous proteomic analysis [35]. (B) Immunoblots of total cellular extracts from procyclic Sam50-RNAi cells
that constitutively express HA-tagged TAC42. Time of induction is indicated. The mitochondrial β-barrel
proteins VDAC and ATOM40, and the α-helically anchored OM protein ATOM69 serve as positive and
negative controls, respectively. Cytosolic EF1a was used as a loading control.
https://doi.org/10.1371/journal.ppat.1006808.g007
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Fig 8. TAC42 and TAC40 contain C-terminal β-signals. (A) Amino acid sequence of the C-termini of the indicated β-barrel proteins in
different trypanosomatids. Tb, T. brucei; Tv, T. vivax; Tc, T. cruzi; Lm, L. major and Li, L. infantum. The residues contributing to the
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from a yeast strain carrying a deletion of the SAM complex subunit Sam37, whose function is
to promote β-barrel protein insertion into the OM by linking the SAM and the TOM complex
[40, 41]. The in vitro import reactions were analyzed by BN-PAGE. The results in Fig 9A show
that the wild-type protein but not the 4mut variant of TAC42 accumulate in a time dependent
predicted β-signal are indicated by the grey bars. The β-signal consenus sequence and the sequence of the two mutated variants (1mut,
4mut) of the β-signal consensus sequence are indicated. Changed residues are shown in red. PO, polar amino acid; Hy, hydrophobic
amino acid. (B) TAC42 top panel: immunoblot analysis of whole cells (Tot), soluble (Cyt) and digitonin-extracted mitochondria-enriched
pellet (Mit) fractions of cell lines expressing C-terminally Myc-tagged full length (wt), 1mut and 4mut variants of TAC42, respectively.
Lipoamide dehydrogenase (LipDH) and EF1a serve as mitochondrial and cytosolic markers, respectively. TAC42 bottom panel:
carbonate extraction at pH 11.5 of the mitochondria-enriched pellet fraction (Mit) of the cell lines depicted above. The pellet (Pe) and the
supernatant (Sup) fractions correspond integral membrane and soluble proteins, respectively. ATOM40 and Cyt C serve as markers for
integral and peripheral membrane proteins, respectively. TAC40 top and bottom panels, same experiments as for TAC42 and its variants
were performed for TAC40 and its two mutated variants. (C) Graphs showing the mean and the standard errors of a quantification of
three biological replicates of the experiment shown in (B).
https://doi.org/10.1371/journal.ppat.1006808.g008
Fig 9. Trypanosomal β-signals are functional in yeast and knock-down of trypanosomal Sam50
causes a kDNA segregation defect. (A) In vitro translated 35S-labeled TAC42 and TAC42-mut4 were
incubated for the indicated time with mitochondria either isolated from wildtype (WT) yeast or from a yeast
strain lacking the SAM complex subunit sam37 (Δsam37). Subsequently all samples were analyzed by
BN-PAGE and analyzed by autoradiography. A mock reaction lacking organelles was also analyzed. The
putative TAC42/Sam50 complex is indicated. (B) Left graph: growth and loss of kDNA in the procyclic T.
brucei Sam50-RNAi cell line. Red lines depict percentage of cells still having the kDNA. Right graph:
fluorescent intensities of kDNA networks were measured after Sam50 knock down. Red lines mark the
median.
https://doi.org/10.1371/journal.ppat.1006808.g009
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manner in a complex of approximately 200 kDa. Moreover, when the wild-type TAC42 is
imported into mitochondria lacking Sam37 a much smaller amount of the complex is
observed. Furthermore, its molecular weight is slightly lower due to the absence of Sam37 [42].
In summary these results show that trypanosomal TAC42 directly interacts with the yeast
SAM complex in a β-signal and Sam37-dependent manner indicating that TAC42 is indeed a
novel kinetoplastid-specific mitochondrial β-barrel protein.
Thus at least two essential OM subunits of the TAC—TAC40 and TAC42—are β-barrel
proteins. In line with this, ablation of Sam50, the core component of the SAM complex, leads
to a rapid increase of cells lacking kDNA networks, whereas in the cells that have retained the
kDNA it is massively overreplicated (Fig 9B). Ablation of Sam50 therefore essentially repro-
duces the phenotypes that are observed after ablation of individual TAC subunits. However,
the same is not seen in cells ablated for ATOM40 the channel subunit of the main OM protein
translocase [20]. Thus these results underscore the importance of the trypanosomal SAM com-
plex for the assembly of this unique mitochondrial DNA inheritance system.
Discussion
The TAC is a single unit structure that links the kDNA to the basal body. During each cell
cycle a new TAC needs to be formed to guarantee that the replicated kDNA networks are cor-
rectly segregated during the binary fission of the single mitochondrion of T. brucei. Under-
standing TAC biogenesis is hampered by the fact that only few of its subunits are known and
that their targeting pathways have not been studied. The exclusion zone filaments, that form
the bridge from the basal body to the OM, consists of cytosolic proteins which may reach the
TAC region by diffusion and therefore not require specific targeting. The subunits of the uni-
lateral filaments, however, need to be imported into the mitochondrial matrix before they can
assemble to link the kDNA network with the mitochondrial IM. A similar situation is found
for the membrane-embedded TAC subunits in the differentiated membranes which connect
the cytosolic with the matrix-localized TAC filaments. Its subunits potentially first need to be
imported and inserted into the OM and IM membranes, respectively, before they are laterally
sorted to the new TAC that is being assembled.
In our studies we have focused on the OM region of the differentiated membrane domain
of the TAC. We have discovered two novel integral OM TAC subunits—TAC60 and TAC42,
that are required for kDNA segregation—determined their topology and deciphered their bio-
genesis pathways.
TAC60 is essential for TAC function, contains two TMDs and its N- and C-termini both
face the cytosol. In a deletion analysis we have uncoupled mitochondrial targeting from TAC
sorting and identified the first TAC sorting signal. Mitochondrial targeting of TAC60 requires
a 143 long region that includes the IMS-exposed loop and its more C-terminal TMD. Insertion
of TAC60 into the mitochondrial OM is mediated by ATOM40, the pore-forming subunit of
the master protein translocase in the OM. However, to reach its final destination, the TAC,
TAC60 requires an additional 26 aa comprising the first TMD. Whether the TAC sorting sig-
nal depends on the TAC60 mitochondrial targeting signal or whether it could in principle
work on its own, provided that the first TMD of TAC60 is inserted into the OM in the correct
topology, remains unknown at the moment. Moreover, presently the TAC sorting signal
appears to be specific for TAC60 indicating that other TAC subunits may have different sort-
ing signals.
The essential TAC subunit TAC42 lacks predictable TMDs. Its localization to the TAC
depends on both Sam50, the core component of the SAM complex, and on the presence of a β-
signal consensus sequence at its C-terminus. It has been shown in yeast that this sequence
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mediates the interaction of β-barrel proteins with the SAM complex [39]. Moreover, TAC42
can be inserted into the OM of isolated yeast mitochondria provided that they have a func-
tional SAM complex and that it carries a functional β-signal. In summary these result demon-
strate that TAC42 is mitochondrial β-barrel protein even though in silico analysis fails to
predict so.
T. brucei has six known β-barrel membrane proteins: the metabolite transporter VDAC
[38], a second VDAC-like protein of unknown function [43], ATOM40 [28, 44] and Sam50
[45], the core components of the ATOM and the SAM complex, and finally TAC40 [22] and
TAC42 essential subunits of the TAC. Four of them (VDAC, the VDAC-like protein,
ATOM40, TAC40) belong to the mitochondrial porin protein family of whereas Sam50 is an
Omp85-like protein. TAC42 is unique it is neither a mitochondrial porin nor an Omp85-like
protein but defines a novel class kinetoplastid-specific β-barrel proteins essential for mito-
chondrial DNA inheritance.
The presence of two distinct β-barrel proteins, TAC40 and TAC42, in the TAC is striking.
β-barrel proteins are exclusively found in the OMs of bacteria, mitochondria and plastids [41,
46]. It can be speculated that their prominent presence in the TAC indicates that the ancestor
of this DNA inheritance system evolved very early, at a time when the integral membrane pro-
teins present in the OM of the mitochondrial ancestor were restricted to β-barrel proteins.
Moreover, the membrane domain of the TAC shows some architectural similarity to the
double membrane spanning secretion systems of gram negative bacteria [47]. Both types of
structures link OM and IM of bacterial evolutionary origin. Moreover, the OM is in both cases
spanned by a β-barrel type structure (generally multimeric in the case of bacteria) and thus
requires a Sam50/BamA-type insertion system. However, whereas the bacterial secretion sys-
tems serve to export bacterial effector proteins, there is no evidence that the TAC is involved
in transport processes.
While many subunits of the TAC are still unknown we get a progressively more detailed
picture of its OM constituents. Up to now four essential, integral OM subunits of the TAC
have been characterized: the β-barrel proteins TAC40 and TAC42, which form a complex with
TAC60, as well as the dually localized pATOM36. This complexity is surprising since the TAC
is expected to have a structural function, linking the kDNA network to the basal body of the
flagellum. A single OM protein that interacts on the cytosolic side with the exclusion zone fila-
ments and on the IMS side with an IM protein should in principle be sufficient to do this job.
We would like to propose two possible explanations for this unexpected complexity.
It could be that the function of the TAC goes far beyond providing a structural linkage.
Being localized between the kDNA and the flagellum, the TAC would be ideally suited to serve
as a signaling platform that for example may regulate and integrate kDNA replication and seg-
regation with flagellar growth and cytokinesis. Indeed pATOM36 has already been shown to
mediate both mitochondrial protein import and mitochondrial DNA inheritance [20].
Alternatively, it might be that the TAC is the product of constructive neutral evolution.
This ratched-like evolutionary process provides a non-adaptive explanation why macromolec-
ular complexes can be comprised of more subunits than their function seem to demand [48,
49]. In the case of the TAC, a possible scenario would be that an autonomously functioning
ancestral TAC subunit would fortuitously bind to another protein. Binding to this protein
would not affect the function of the TAC subunit, but it would have the potential to suppress
mutations, which if present in the absence of the binding partner would inactivate the TAC
subunit. Should such mutations occur the TAC subunit would lose its autonomy, as its func-
tion would now depend on the other protein. Thus, constructive neutral evolution may have
led to four or more OM TAC subunits even though common sense suggests a single one
should be enough.
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The two proposed explanations are not mutually exclusive, as both may have contributed to
the complex TAC architecture. In order to disentangle the two we need a more complete pic-
ture of the TAC composition and architecture as well as a detailed functional analysis of its
subunits.
Materials and methods
Transgenic cell lines
Transgenic procyclic cell lines are based on T. brucei 29–13 [50] and were cultured at 27˚C in
SDM-79 containing 10% (v/v) fetal calf serum (FCS). Transgenic bloodstream form trypano-
somes are based on the New York single marker (NYsm) strain or on a derivative thereof
termed F1γL262P [27]. All bloodstream from cells were grown at 37˚C in HMI-9 supple-
mented with 10% FCS (v/v).
Full length TAC60 (Tb927.7.1400) (Fig 1B, Fig 2A) or deletion variants of it (Fig 5, Fig 6,
S1B and S2 Figs), termed ΔN114 (nt 343–1662), ΔN140 (nt 421–1662), ΔN233 (nt 697–1662),
ΔN257 (nt 772–1662), ΔC153 (nt 1–1200), ΔC283 (nt 1–810), ΔN75_ΔC283 (nt 226–810),
ΔN97_ΔC283 (nt 292–810), ΔC320 (nt 1–696), ΔC408 (nt 1–435) were cloned into a modified
pLew100 expression vector containing a puromycin resistance gene in which a cassette had
been inserted allowing C-terminal triple Myc-tagging [51].
For the experiment shown in Fig 4A, B one allele of TAC60 was tagged in situ at the C-ter-
minus with a triple c-Myc-epitope [51] in the background of procyclic RNAi cell lines target-
ing ATOM40 and TbTim17, both of which have been described before [28, 52].
Full length TAC42 (Tb927.7.3060) (Fig 8) and TAC40 (Fig 8) or mutated variants of them
(Fig 8), termed 1mut (TAC40: G351A; TAC42: G382A) or 4mut (TAC40: R349A, G351A,
L354S and V356S; TAC42: R380A, G382A, A385S and L387S) were cloned into a modified
pLew100 expression vector containing a puromycin resistance gene in which a cassette had
been inserted allowing C-terminal triple Myc-tagging [51]. For the experiment shown in Fig
3A and Fig 7 one allele of TAC42 was tagged in situ at the C-terminus with a triple HA-epitope
and expressed in T. brucei 29–13 cells and in a previously described RNAi cell line targeting
Sam50 [52]. The in situ HA-tagged TAC40 cell line (Fig 1A) has been described before [22].
The RNAi in the procyclic and bloodstream form cell lines was targeted against the ORF of
TAC60 (nt 256–772) or TAC42 (nt 238–710), respectively. For the complementation experi-
ments of TAC60 (Fig 6), a different RNAi cell line targeting the 3’-part of the TAC60 ORF (nt
1220–1629) was established.
The Split-GFP approach was used as described [53]. For the results shown in Fig 4C, the
GFP 1–10 OPT (GFP1-10) and the M3 strand 11 (GFP11) were amplified from a pET-15b-
based vector (generous gift from Prof. Steven Boxer, University of Stanford). GFP 1–10 OPT
was cloned into a pLew100-based expression vector containing a blasticidin resistance cassette.
The resulting construct allows inducible expression of N-terminal HA-tagged cytosolic GFP1-
10 (HA-GFP1-10). GFP11 was cloned into a pLew100 expression vector containing the puro-
mycin resistance gene. The resulting construct allows C-terminal tagging of proteins with
GFP11. Subsequently, the complete ORF of TAC60 was cloned into this modified pLew100
vector, yielding the construct TAC60-GFP11. Another pLew100 expression vector was estab-
lished, which allows N-terminal tagging of proteins with GFP11. Subsequently, the complete
ORF of TAC60 was cloned into this modified pLew100 vector, yielding the construct
GFP11-TAC60. A T. brucei 29–13 cell line expressing HA-GFP1-10 was established, which
subsequently was transfected with TAC60-GFP11 or GFP11-TAC60, respectively.
For visualization of tagged proteins, the respective cell lines were induced for 1 day with
1 μg/ml of tetracycline.
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Antibodies
The following polyclonal rabbit antisera directed against the indicated antigens were produced
in our lab and have been used before [23, 35]. The working dilutions for immunoblots (IB)
and IF are indicated: VDAC (IB 1:1,000), ATOM40 (IB 1:10,000; IF 1:1,000), cytochrome C
(IB 1:1,000), ATOM69 (IB 1:50), LipDH (IB 1:10,000) and CoxIV (IB 1:1,000). Commercially
available monoclonal antibodies were used as follows: mouse c-Myc (Invitrogen, 132500; IB
1:2,000; IF 1:50), mouse HA (Enzo Life Sciences AG, CO-MMS-101 R-1000; IB 1:5,000; IF
1:1,000) and mouse EF1a (Merck Millipore, Product No. 05–235; IB 1:10,000). Monoclonal
anti-tyrosinated α-tubulin antibody YL1/2 [54] (IFA 1:500) produced in rat was a generous
gift from Prof. Keith Gull, University of Oxford.
Secondary antibodies for IB analysis were IRDye 680LT goat anti-mouse, IRDye 800CW
goat anti-rabbit (LI-COR Biosciences, 1:20,000) and horse radish peroxidase-coupled goat
anti-mouse and anti-rabbit (Sigma-Aldrich, 1:5,000). Secondary antibodies for IF were goat
anti-mouse Alexa Fluor 633, goat anti-mouse Alexa Fluor 596, goat anti-rabbit Alexa Fluor
488 and goat anti-rat Alexa Fluor 488 (all from ThermoFisher Scientific, 1:1000)
Digitonin extraction
Digitonin extraction was used to generate crude mitochondrial enriched fractions [55] to dem-
onstrate mitochondrial localization of a protein of interest. For this, 5x107 or 1x108 cells were
incubated for 10 min on ice in 20 mM Tris-HCl pH 7.5, 0.6 M sorbitol, 2 mM EDTA contain-
ing 0.025% (w/v) digitonin. After centrifugation (6,800 g, 4˚C), the resulting mitochondria-
enriched pellet was separated from the supernatant and equal cell equivalents of each fraction
were subjected to SDS-PAGE and immunoblotting. Alternatively, the mitochondria-enriched
pellets were used for subsequent alkaline carbonate extractions (see below).
Alkaline carbonate extraction
A mitochondria-enriched pellet fraction obtained by digitonin extraction was resuspended in
100 mM Na2CO3 pH 11.5, incubated on ice for 10 min and centrifuged (100,000 g, 4˚C, 10
min) to separate the membrane fraction from soluble proteins. Equal cell equivalents of all
samples were analyzed by SDS-PAGE und immunoblotting.
SILAC proteomics and immunoprecipitations
SILAC-IP experiments were essentially done as described [20]. T. brucei 29–13 cells, their
derivatives allowing expression of in situ HA-tagged TAC40 or TAC42, and a transgenic
cell line allowing inducible expression of Myc-tagged TAC60 were used as indicated (Fig 1).
Cells expressing or not expressing the tagged bait protein were grown in either light (unla-
beled) or heavy (13C6
15N4-L-arginine;
13C6
15N2-lysine) arginine- and lysine-containing
SDM-80 medium containing 10–15% (v/v) dialyzed FCS (BioConcept, Switzerland) for
around 10 doubling times to establish complete labeling of proteins with light or heavy
amino acids.
Equal numbers of cells grown in the presence of heavy or light arginine and lysine were
mixed and harvested. The resulting pellets were solubilized in 20 mM Tris-HCl, pH 7.4, 0.1
mM EDTA, 100 mM NaCl, 10% glycerol, 1.5% (w/v) digitonin and 1X Protease Inhibitor mix
(EDTA-free, Roche) for 15 min at 4˚C. The extracts were centrifuged (20,000 g, 15 min, 4˚C)
and the resulting supernatants were incubated with anti-HA affinity beads (Roche) or anti-
Myc affinity beads (EZview red, Sigma), equilibrated in the same buffer as above but contain-
ing only 0.2% (w/v) of digitonin. After 2 h of incubation at 4˚C, the supernatant was discarded
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and the beads were washed 3 times with 0.5 ml of the same buffer. TAC40 and TAC60 protein
complexes were eluted by boiling the resin for 5 min in 60 mM Tris-HCl, pH 6.8 containing
0.1% SDS whereas TAC42 protein complexes were eluted using SDS gel loading buffer without
β-mercaptoethanol. SILAC-IP experiments were performed in three biological replicates
including a label-switch each.
Quantitative liquid chromatography-mass spectrometry (LC-MS)
Proteins purified in TAC42 SILAC-IPs were separated on a 4–20% Mini Protean TGX
SDS-PAGE gel (BioRad). Afterwards, the gel was fixed with acetic acid and methanol and
stained for 3 hours with fresh ammonium sulfate-based colloidal coomassie (10% phosphoric
acid, 10% ammonium sulfate, 0.12% coomassie brilliant blue G, 20% methanol). Subsequently,
the gel lanes were cut into 10 pieces per replicate, which were then destained by repetitive
rounds of incubation in 10 mM NH4HCO3 and 10 mM NH4HCO3 containing 50% ethanol.
When completely destained, the gel pieces were dehydrated in 100% ethanol. Finally, cysteine
residues of proteins were reduced with 5 mM bond breaker solution (Thermo Fisher Scien-
tific), alkylated with 100 mM iodoacetamide in 10 mM NH4HCO3, and proteolytically digested
with trypsin (37˚C, incubation overnight). Proteins purified in TAC40 and TAC60 SILAC-IPs
were were reduced, alkylated and tryptically digested in-solution as described previously [29].
LC-MS analyses of peptide mixtures were performed on an LTQ Oritrap XL (TAC40,
TAC60) or an Orbitrap Elite (TAC42) mass spectrometer (Thermo Fisher Scientific, Bremen,
Germany), each directly coupled to an UltiMate 3000 RSLCnano HPLC system (Thermo
Fisher Scientific, Dreieich, Germany), as described before [32]. For quantitative MS data anal-
ysis, MaxQuant/Andromda was used (version 1.4.1.2 for TAC40, 1.5.1.0 for TAC60, and
1.5.3.30 for TAC42 data; [56, 57]). MS/MS data were searched against all entries for T. brucei
TREU927 retrieved from the TriTryp database (version 8.1) applying MaxQuant default
parameters with the exceptions that protein identification and quantification were based on
one unique peptide and one ratio count (i.e. SILAC peptide pair). Mean log10 protein abun-
dance ratios (TAC40/42/60 versus control) and p-value (one-sided Student’s t-test) across at
least two 2 biological replicates were determined. Proteins identified and quantified in TAC40,
TAC42, and TAC60 SILAC IPs are listed in S1–S3 Tables.
In vitro import and assembly assays using mitochondria from
S. cerevisiae
35S-Met-labelled proteins were synthesized using the TNT T7 Quick for PCR (Promega) in
vitro translation kit according to the instruction manual. Radiolabeled precursors proteins
were incubated with isolated yeast mitochondria in import buffer (3% (w/v) BSA, 250 mM
sucrose, 80 mM KCl, 5 mM MgCl2, 5 mM L-methionine, 2 mM KH2PO4, 10 mM MOPS--
KOH, pH 7.2, 2 mM NADH, 5 mM ATP, 10 mM creatine phosphate, 0.1 mg/ml creatine
kinase) at 25˚C. Mitochondria were washed with SEM (250 mM sucrose, 1mM EDTA,
10mM MOPS pH 7.2) and analyzed by blue native electrophoresis (4–16% gradient gels)
and autoradiography.
Miscellaneous
IF and northern blots were done as described [23]. IF images were acquired with a DFC360 FX
monochrome camera (Leica Microsystrems) and a DMI6000B microscope (Leica Microsys-
tems). Image analysis was done using LAS X software (Leica Microsystems), ImageJ, and
Adobe Photoshop CS5.1 (Adobe). Relative quantification of the fluorescent intensity of kDNA
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networks is described in [22]. Isolation of flagella was done according to [58]. Transmission
electron microscopy was exactly done as described [22].
Supporting information
S1 Fig. IF analysis of 29–13 cells and cell lines expressing TAC60 variants. (A) 29–13 cells
are analysed for autofluorescence. DIC, differential interference contrast picture. DAPI-
stained DNA is shown in blue. Autofluorescence is indicated in green. Bar, 5μm. (B) The cell
lines are grouped according to the localization pattern of the TAC60-variants as in shown in
Fig 5. DIC, differential interference contrast picture. DNA is stained with DAPI (blue). The
Myc-tagged TAC60 variants are indicated in red. The mitochondrial marker ATOM40 is
shown in green. The last column shows the merge of all three signals. Co-localization of the
TAC60-variants with the kDNA results in a purple signal. Co-localization of the TAC-variants
with the mitochondrial marker results in a yellow staining. Bar, 5 μm.
(TIF)
S2 Fig. Expression of TAC60 variants. (A) Immunoblot of an SDS-PAGE containing total
cellular extracts of the indicated Myc-tagged TAC60-variant expressing cells. Red asterisks
indicate which bands of the TAC60-variants most closely match their calculated molecular
weight. (B) Immunoblot analysis of whole cells (Tot), soluble (Cyt) and digitonin-extracted
mitochondria-enriched pellet (Mit) fractions of cells expressing either the C-terminally Myc-
tagged ΔN114 (left panel) or ΔN140 (right panel) TAC60 variant. ATOM40 and EF1a served
as mitochondrial and cytosolic markers, respectively. (C) Protein phosphatase (PPase) treat-
ment of total cellular extracts derived from cells expressing the indicated constructs suggests
that full length TAC60 and the ΔC153 variant are phosphorylated. Red asterisks indicate
which bands are affected by the PPase treatment. The bottom panels in (A) and (C) show a sec-
tion of the corresponding Coomassie-stained gels that serve as loading controls.
(TIF)
S1 Table. Proteins quantified in SILAC-IPs of TAC40.
(XLSX)
S2 Table. Proteins quantified in SILAC-IPs of TAC42.
(XLSX)
S3 Table. Proteins quantified in SILAC-IPs of TAC60.
(XLSX)
Acknowledgments
We thank Elke Horn and Bettina Knapp for technical assistance. Electron microscopy sample
preparation and imaging were performed with devices supported by the Microscopy Imaging
Center (MIC) of the University of Bern.
Author Contributions
Conceptualization: Sandro Ka¨ser, Daniel Poveda-Huertes, Andre´ Schneider.
Formal analysis: Sandro Ka¨ser, Mathilde Willemin, Andre´ Schneider.
Funding acquisition: Bettina Warscheid, Chris Meisinger, Andre´ Schneider.
Biogenesis of the TAC
PLOS Pathogens | https://doi.org/10.1371/journal.ppat.1006808 December 29, 2017 22 / 26
Investigation: Sandro Ka¨ser, Mathilde Willemin, Felix Schnarwiler, Bernd Schimanski, Daniel
Poveda-Huertes, Silke Oeljeklaus, Beat Haenni, Benoıˆt Zuber, Bettina Warscheid, Chris
Meisinger.
Methodology: Sandro Ka¨ser, Mathilde Willemin, Silke Oeljeklaus, Bettina Warscheid, Chris
Meisinger.
Supervision: Andre´ Schneider.
Visualization: Sandro Ka¨ser.
Writing – original draft: Andre´ Schneider.
Writing – review & editing: Sandro Ka¨ser, Andre´ Schneider.
References
1. Friedman JR, Nunnari J. Mitochondrial form and function. Nature. 2014; 505(7483):335–43. https://doi.
org/10.1038/nature12985 PMID: 24429632
2. Gray MW. Mitochondrial evolution. Cold Spring Harb Perspect Biol. 2012; 4:a011403. https://doi.org/
10.1101/cshperspect.a011403 PMID: 22952398
3. Archibald JM. Endosymbiosis and Eukaryotic Cell Evolution. Curr Biol. 2015; 25(19):R911–21. https://
doi.org/10.1016/j.cub.2015.07.055 PMID: 26439354
4. Mishra P, Chan DC. Mitochondrial dynamics and inheritance during cell division, development and dis-
ease. Nat Rev Mol Cell Biol. 2014; 15(10):634–46. https://doi.org/10.1038/nrm3877 PMID: 25237825
5. Westermann B. Mitochondrial inheritance in yeast. Biochim Biophys Acta. 2013.
6. Jensen RE, Englund PT. Network news: the replication of kinetoplast DNA. Annu Rev Microbiol. 2012;
66:473–91. https://doi.org/10.1146/annurev-micro-092611-150057 PMID: 22994497
7. Aphasizhev R, Suematsu T, Zhang L, Aphasizheva I. Constructive edge of uridylation-induced RNA
degradation. RNA Biol. 2016; 13(11):1078–83. https://doi.org/10.1080/15476286.2016.1229736 PMID:
27715485
8. Hajduk S, Ochsenreiter T. RNA editing in kinetoplastids. RNA Biol. 2010; 7(2):229–36. PMID:
20220308
9. Ogbadoyi EO, Robinson DR, Gull K. A high-order trans-membrane structural linkage is responsible for
mitochondrial genome positioning and segregation by flagellar basal bodies in trypanosomes. Mol Biol
Cell. 2003; 14:1769–79. https://doi.org/10.1091/mbc.E02-08-0525 PMID: 12802053
10. Robinson DR, Gull K. Basal body movements as a mechanism for mitochondrial genome segregation
in the trypanosome cell cycle. Nature. 1991; 352:731–3. https://doi.org/10.1038/352731a0 PMID:
1876188
11. Povelones ML. Beyond replication: division and segregation of mitochondrial DNA in kinetoplastids. Mol
Biochem Parasitol. 2014.
12. Woodward R, Gull K. Timing of nuclear and kinetoplast DNA replication and early morphological events
in the cell cycle of Trypanosoma brucei. J Cell Sci. 1990; 95:49–57. PMID: 2190996
13. Hammarton TC. Cell cycle regulation in Trypanosoma brucei. Mol Biochem Parasitol. 2007; 153(1):1–
8. https://doi.org/10.1016/j.molbiopara.2007.01.017 PMID: 17335918
14. Gluenz E, Povelones ML, Englund PT, Gull K. The kinetoplast duplication cycle in Trypanosoma brucei
is orchestrated by cytoskeleton-mediated cell morphogenesis. Molecular and cellular biology. 2011; 31
(5):1012–21. https://doi.org/10.1128/MCB.01176-10 PMID: 21173163
15. Gluenz E, Shaw MK, Gull K. Structural asymmetry and discrete nucleic acid subdomains in the Trypa-
nosoma brucei kinetoplast. Mol Microbiol. 2007; 64(6):1529–39. https://doi.org/10.1111/j.1365-2958.
2007.05749.x PMID: 17511811
16. Chanez A-L, Hehl A, Engstler M, Schneider A. Ablation of the single dynamin of T. brucei blocks mito-
chondrial fission and endocytosis and leads to a precise cytokinesis arrest. J Cell Sci. 2006; 119:2968–
74. https://doi.org/10.1242/jcs.03023 PMID: 16787942
17. Zhao Z, Lindsay ME, Chowdhury AR, Robinson DR, Englund PT. p166, a link between the trypanosome
mitochondrial DNA and flagellum, mediates genome segregation. EMBO J. 2008; 27:143–54. https://
doi.org/10.1038/sj.emboj.7601956 PMID: 18059470
Biogenesis of the TAC
PLOS Pathogens | https://doi.org/10.1371/journal.ppat.1006808 December 29, 2017 23 / 26
18. Trikin R, Doiron N, Hoffmann A, Haenni B, Jakob M, Schnaufer A, et al. TAC102 Is a Novel Component
of the Mitochondrial Genome Segregation Machinery in Trypanosomes. PLoS Pathog. 2016; 12(5):
e1005586. https://doi.org/10.1371/journal.ppat.1005586 PMID: 27168148
19. Gheiratmand L, Brasseur A, Zhou Q, He CY. Biochemical characterization of the bi-lobe reveals a con-
tinuous structural network linking the bi-lobe to other single-copied organelles in Trypanosoma brucei. J
Biol Chem 2013; 288:3489–99. https://doi.org/10.1074/jbc.M112.417428 PMID: 23235159
20. Ka¨ser S, Oeljeklaus S, Tyc J, Vaughan S, Warscheid B, Schneider A. Outer membrane protein func-
tions as integrator of protein import and DNA inheritance in mitochondria. Proc Natl Acad Sci USA.
2016; 113:E4467–75. https://doi.org/10.1073/pnas.1605497113 PMID: 27436903
21. Bonhivers M, Landrein N, Decossas M, Robinson DR. A monoclonal antibody marker for the exclusion-
zone filaments of Trypanosoma brucei. Parasit Vectors. 2008; 1(1):21. https://doi.org/10.1186/1756-
3305-1-21 PMID: 18616805
22. Schnarwiler F, Niemann M, Doiron N, Harsman A, Kaser S, Mani J, et al. Trypanosomal TAC40 consti-
tutes a novel subclass of mitochondrial beta-barrel proteins specialized in mitochondrial genome inheri-
tance. Proc Natl Acad Sci USA. 2014; 111(21):7624–9. https://doi.org/10.1073/pnas.1404854111
PMID: 24821793
23. Mani J, Desy S, Niemann M, Chanfon A, Oeljeklaus S, Pusnik M, et al. Mitochondrial protein import
receptors in Kinetoplastids reveal convergent evolution over large phylogenetic distances. Nat Com-
mun. 2015; 6:6646. https://doi.org/10.1038/ncomms7646 PMID: 25808593
24. Pusnik M, Mani J, Schmid O, Niemann M, Oeljeklaus S, Schnarwiler F, et al. An essential novel compo-
nent of the non-canonical mitochondrial outer membrane protein import system of trypanosomatids.
Mol Biol Cell. 2012; 23:3420–8. https://doi.org/10.1091/mbc.E12-02-0107 PMID: 22787278
25. Sherwin T, Schneider A, Sasse R, Seebeck T, Gull K. Distinct localization and cell cycle dependence of
COOH terminally tyrosinolated a-tubulin in the microtubules of Trypanosoma brucei brucei. J Cell Biol.
1987; 104:439–45. PMID: 3546334
26. Cristodero M, Seebeck T, Schneider A. Mitochondrial translation is essential in bloodstream forms of
Trypanosoma brucei. Mol Microbiol. 2010; 78:757–69. https://doi.org/10.1111/j.1365-2958.2010.
07368.x PMID: 20969649
27. Dean S, Gould MK, Dewar CE, Schnaufer AC. Single point mutations in ATP synthase compensate for
mitochondrial genome loss in trypanosomes. Proc Natl Acad Sci USA 2013; 110:14741–6. https://doi.
org/10.1073/pnas.1305404110 PMID: 23959897
28. Pusnik M, Schmidt O, Perry AJ, Oeljeklaus S, Niemann M, Warscheid B, et al. Mitochondrial preprotein
translocase of trypanosomatids has a bacterial origin. Curr Biol. 2011; 21:1738–43. https://doi.org/10.
1016/j.cub.2011.08.060 PMID: 22000100
29. Peikert CD, Mani J, Morgenstern M, Ka¨ser S, Knapp B, Wenger C, et al. Charting Organellar Impor-
tomes by Quantitative Mass Spectrometry. Nat Commun. 2017; 8:15272. https://doi.org/10.1038/
ncomms15272 PMID: 28485388
30. Harsman A, Schneider A. Mitochondrial protein import in trypanosomes—Expect the unexpected. Traf-
fic. 2017; 18:96–109. https://doi.org/10.1111/tra.12463 PMID: 27976830
31. Mani J, Meisinger C, Schneider A. Peeping at TOMs-Diverse Entry Gates to Mitochondria Provide
Insights into the Evolution of Eukaryotes. Mol Biol Evol. 2016; 33:337–51 https://doi.org/10.1093/
molbev/msv219 PMID: 26474847
32. Harsman A, Oeljeklaus S, Wenger C, Huot JL, Warscheid B, Schneider A. The non-canonical mitochon-
drial inner membrane presequence translocase of trypanosomatids contains two essential rhomboid-
like proteins. Nat Commun. 2016; 19:13707.
33. Singha UK, Hamilton V, Duncan MR, Weems E, Tripathi MK, Chaudhuri M. Protein translocase of mito-
chondrial inner membrane in Trypanosoma brucei. J Biol Chem. 2012; 287(18):14480–93. https://doi.
org/10.1074/jbc.M111.322925 PMID: 22408251
34. Singha UK, Peprah E, Williams S, Walker R, Saha L, Chaudhuri M. Characterization of the mitochon-
drial inner membrane protein translocator Tim17 from Trypanosoma brucei. Mol Biochem Parasitol
2008; 159:30–43. https://doi.org/10.1016/j.molbiopara.2008.01.003 PMID: 18325611
35. Niemann M, Wiese S, Mani J, Chanfon A, Jackson C, Meisinger C, et al. Mitochondrial outer membrane
proteome of Trypanosoma brucei reveals novel factors required to maintain mitochondrial morphology.
Mol Cell Proteomics. 2013; 12:515–28. https://doi.org/10.1074/mcp.M112.023093 PMID: 23221899
36. Soding J, Biegert A, Lupas AN. The HHpred interactive server for protein homology detection and struc-
ture prediction. Nucleic Acids Res. 2005; 33(Web Server issue):W244–8. https://doi.org/10.1093/nar/
gki408 PMID: 15980461
Biogenesis of the TAC
PLOS Pathogens | https://doi.org/10.1371/journal.ppat.1006808 December 29, 2017 24 / 26
37. Kamiyama D, Sekine S, Barsi-Rhyne B, Hu J, Chen B, Gilbert LA, et al. Versatile protein tagging in cells
with split fluorescent protein. Nat Commun. 2016; 7:11046. https://doi.org/10.1038/ncomms11046
PMID: 26988139
38. Pusnik M, Charrière F, Ma¨ser P, Waller RF, Dagley MJ, Lithgow T, et al. The single mitochondrial porin
of Trypanosoma brucei is the main metabolite transporter in the outer mitochondrial membrane. Mol
Biol Evol. 2009; 26:671–80. https://doi.org/10.1093/molbev/msn288 PMID: 19091722
39. Kutik S, Stojanovski D, Becker L, Becker T, Meinecke M, Kruger V, et al. Dissecting membrane insertion
of mitochondrial beta-barrel proteins. Cell. 2008; 132(6):1011–24. https://doi.org/10.1016/j.cell.2008.
01.028 PMID: 18358813
40. Wenz LS, Ellenrieder L, Qiu J, Bohnert M, Zufall N, van der Laan M, et al. Sam37 is crucial for formation
of the mitochondrial TOM-SAM supercomplex, thereby promoting beta-barrel biogenesis. J Cell Biol.
2015; 210(7):1047–54. https://doi.org/10.1083/jcb.201504119 PMID: 26416958
41. Webb CT, Heinz E, Lithgow T. Evolution of the beta-barrel assembly machinery. Trends Microbiol.
2012; 20(12):612–20. https://doi.org/10.1016/j.tim.2012.08.006 PMID: 22959613
42. Wiedemann N, Kozjak V, Chacinska A, Scho¨nfisch B, Rospert S, Ryan MT, et al. Machinery for protein
sorting and assembly in the mitochondrial outer membrane. Nature. 2003; 424:565–71. https://doi.org/
10.1038/nature01753 PMID: 12891361
43. Flinner N, Schleiff E, Mirus O. Identification of two voltage-dependent anion channel-like protein
sequences conserved in Kinetoplastida. Biol Lett. 2012; 8:446–9. https://doi.org/10.1098/rsbl.2011.
1121 PMID: 22219392
44. Harsman A, Niemann M, Pusnik M, Schmidt O, Burmann BM, Hiller S, et al. Bacterial origin of a mito-
chondrial outer membrane protein translocase: New perspectives from comparative single channel
electrophysiology. J Biol Chem. 2012; 287:31437–45. https://doi.org/10.1074/jbc.M112.392118 PMID:
22778261
45. Sharma S, Singha UK, Chaudhuri M. Role of Tob55 on mitochondrial protein biogenesis in Trypano-
soma brucei. Mol Biochem Parasitol. 2010; 174:89–100. https://doi.org/10.1016/j.molbiopara.2010.07.
003 PMID: 20659504
46. Rollauer SE, Sooreshjani MA, Noinaj N, Buchanan SK. Outer membrane protein biogenesis in Gram-
negative bacteria. Philos Trans R Soc Lond B Biol Sci. 2015; 370(1679).
47. Costa TR, Felisberto-Rodrigues C, Meir A, Prevost MS, Redzej A, Trokter M, et al. Secretion systems
in Gram-negative bacteria: structural and mechanistic insights. Nat Rev Microbiol. 2015; 13(6):343–59.
https://doi.org/10.1038/nrmicro3456 PMID: 25978706
48. Gray MW, Lukes J, Archibald JM, Keeling PJ, Doolittle WF. Cell biology. Irremediable complexity? Sci-
ence. 2010; 330(6006):920–1. https://doi.org/10.1126/science.1198594 PMID: 21071654
49. Lukes J, Archibald JM, Keeling PJ, Doolittle WF, Gray MW. How a neutral evolutionary ratchet can build
cellular complexity. IUBMB Life. 2011; 63(7):528–37. https://doi.org/10.1002/iub.489 PMID: 21698757
50. Wirtz E, Leal S, Ochatt C, Cross GA. A tightly regulated inducible expression system for conditional
gene knock-outs and dominant-negative genetics in Trypanosoma brucei. Mol Biochem Parasitol.
1999; 99:89–101. PMID: 10215027
51. Oberholzer M, Morand S, Kunz S, Seebeck T. A vector series for rapid PCR-mediated C-terminal in situ
tagging of Trypanosoma brucei genes. Mol Biochem Parasitol. 2005; 145:117–20. https://doi.org/10.
1016/j.molbiopara.2005.09.002 PMID: 16269191
52. Tschopp F, Charriere F, Schneider A. In vivo study in Trypanosoma brucei links mitochondrial transfer
RNA import to mitochondrial protein import. EMBO Rep. 2011; 12(8):825–32. https://doi.org/10.1038/
embor.2011.111 PMID: 21720389
53. Cabantous S, Terwilliger TC, Waldo GS. Protein tagging and detection with engineered self-assembling
fragments of green fluorescent protein. Nat Biotechnol. 2005; 23(1):102–7. https://doi.org/10.1038/
nbt1044 PMID: 15580262
54. Stephan A, Vaughan S, Shaw MK, Gull K, McKean PG. An essential quality control mechanism at the
eukaryotic basal body prior to intraflagellar transport. Traffic. 2007; 8:1323–30 https://doi.org/10.1111/j.
1600-0854.2007.00611.x PMID: 17645436
55. Bochud-Allemann N, Schneider A. Mitochondrial substrate level phosphorylation is essential for growth
of procyclic Trypanosoma brucei. J Biol Chem. 2002; 277:32849–54. https://doi.org/10.1074/jbc.
M205776200 PMID: 12095995
56. Cox J, Mann M. MaxQuant enables high peptide identification rates, individualized p.p.b.-range mass
accuracies and proteome-wide protein quantification. Nat Biotechnol. 2008; 26:1367–72. https://doi.
org/10.1038/nbt.1511 PMID: 19029910
Biogenesis of the TAC
PLOS Pathogens | https://doi.org/10.1371/journal.ppat.1006808 December 29, 2017 25 / 26
57. Cox J, Neuhauser N, Michalski A, Scheltema RA, Olsen JV, Mann M. Andromeda: A Peptide Search
Engine Integrated into the MaxQuant Environment. J Proteome Res. 2011; 10:1794–805. https://doi.
org/10.1021/pr101065j PMID: 21254760
58. Schneider A, Sherwin T, Sasse R, Russell D, Gull K, Seebeck T. Subpellicular and flagellar microtu-
bules of Trypanosoma brucei brucei contain the same alpha tubulin isotypes. J Cell Biol. 1987;
104:431–8. PMID: 3818788
59. Kent KP, Childs W, Boxer SG. Deconstructing green fluorescent protein. J Am Chem Soc. 2008; 130
(30):9664–5. https://doi.org/10.1021/ja803782x PMID: 18597452
Biogenesis of the TAC
PLOS Pathogens | https://doi.org/10.1371/journal.ppat.1006808 December 29, 2017 26 / 26
